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The first Australian isolate of B. In 2012, the first autochthonous Australian case of human babesiosis was reported, after microscopic 49 examinations of blood samples revealed intra-erythrocytic parasites in a hospitalized 56 year-old man 50 from NSW, who died in 2011 (Senanayake et al., 2012) . Independent molecular analyses carried out in 51 Australia and the USA, identified Babesia microti at the 18S ribosomal RNA (18S rRNA), and the beta- 
Introduction

61
Protozoa of the genus Babesia (Piroplasmida, Apicomplexa) are 62 thought to be the second most common blood-borne parasites of 63 mammals after the trypanosomes (Telford III and Maguire, 64 2006). Over 100 species have been identified, infecting many 65 mammalian and some avian species (Schnittger et al., 2012; Uilen-66 berg, 2006 (Cacciò et al., 2000; Schnittger et al., 2012) . During 84 the 2012 Australian investigation, these two markers were suc-85 cessfully utilised, but the details of the molecular analyses were 86 not included in the original report (Senanayake et al., 2012 were carried out using Clustal W (Larkin et al., 2007) , MEGA 5 102 (Tamura et al., 2011) , and Geneious 7.0.4 (Biomatters Ltd., NZ).
103
Two consensus sequences were generated based on two clusters 104 (namely I and II) of highly similar b-tubulin genotypes, and five no-105 vel PCR primer sets were designed using Primer3 sky , 2000) sets of PCR primers, as previously described (Senanayake et al., 115 2012). For 18S rDNA, the evolutionary history was inferred based on 142 the HKY85 model (Hasegawa et al., 1985) . A discrete Gamma dis-143 tribution was used to model evolutionary rate differences among Fig. 1 . Binding sites of the novel b-tubulin primers. Map of the binding sites for the novel primer sets designed. Two clusters, namely I and II (n = 15 and 6 sequences), including highly similar variants of the b-tubulin gene available from GenBank, were chosen to generate a consensus sequence (one for each cluster), and design the novel PCR primer sets. Base numbers refer to the alignment used during primer design. 
Table 1
Oligonucleotides for the molecular detection of Babesia microti b-tubulin gene, designed during this study. The column ''cluster'' refers to the two major groups of sequences (arbitrarily named cluster I and II, with no systematic validity), which were identified while designing the b-tubulin primers. For each oligonucleotide the melting temperature (Tm) is indicated, while product length refers to the amplicon product, expected for each primer pair. Most of the marsupial samples (7 woylies and the boodie) had 162 been certified as piroplasm-positive during a previous study (by 163 PCR/sequencing) (Paparini et al., 2012 The specificity test provided negative amplification from all ani-207 mal samples, suggesting that the novel primers may be specific for States (Young et al., 2012) , the implications of this finding for the 262 Australian blood transfusion service merit investigation.
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